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*dh0 Oligosaccharide-containing inhibitors of endothelial cell growth and angiogenesis. 
CO 

©© Novel fractions comprising oligosaccharides having 6 to 8 saccharide units and molecular weights between 
1 ,000 and 2,000 and a sulfur content of less than 9 weight percent, are obtained by depolymerizing heparin or 

2j heparan sulfate and fractionating the digest by size and charge. These fractions inhibit capillary endothelial ceil 
proliferation in vitro and are useful in the in vivo inhibition of angiogenesis. 
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It has now unexpectedly been found that fractions containing low sulfate oligosaccharides having 6 to 8 
saccharide units and derived from heparin or heparan sulfate, in contrast to the «"»«^ W 
hexasaccharide fractions, described above, show a markedly enhanced .nh.bit.on of endothelial cell growth 
a^o show markedly anti-angiogenic properties particuiarly without additiona. angiostafc components 

5 SU ^coTd?gfy ati L S X S nt invention provides fractions derived from heparin or heparan sulfate said 
tec^s S^L molecular weigtt o.igosaccharides having a molecular weight between 1.000 and 
2 00rcharac?erlzed in that the majority of said low molecular weight oligosacchandes are low ^ulfate 
oligosaccharides having a sulfur content of less than 9 weight percent, whereby the sa,d fracfcon unhibrt 
,o capillary endothelial cell proliferation or angiogenesis and do not have any signM an rcoag riant activity. 

Usually, said low sulfate oligosaccharides will have a molecular we.ght between 1 .000 ■«»•*«' 
preferably between 1.000 and 1,600. It is preferred that the sulfur content of said low sulfate ol.gosac- 
charides is less than 7 weight percent and preferably less than 4 weight percent. 

Preferably, the fractions consist essentially of said low molecular we.ght oligosacchandes. and prefer 
is ably they consist essentially of said low sulfate oligosaccharides. m - Mllf . „ 

It is believed that the low sulfate oligosaccharides usually compnse a uronlc acid residue a 
glucosamine residue and a galactose residue. These oligosaccharides may include Qlucuron.c aac residues 
2nd may be essentially free of iduronic acid residues. The oligosacchandes may also include xylose 
residues In particular, it is believed that the fractions usually have a ^^Z^T^o^JLl 
galactose residue which in turn is connected to a further galactose res.due. Sa,d second galactose res due 
ta .Staved usually to be connected to a uronlc acid residue, attached via a glue osamine re due to a 
second uronic acid residue. Said glucosamine-uronlc acid disaccharide umt can be repeated to ^ orm an 
octasaccharide. Preferably, any glucosamine residues are N-acylated. and may optionally carry a sulfate 

is beHe^ed^that the low sulfate o.igosaccharides consist essentially of oligosaccharides having 6 

tC 8 pTe C ferably! ^fractions are capable of inhibiting angiogenesis in chicken egg chorioallantoic mem- 
branes when administered in a dose between 1 ug and 50 ug. 

The present invention also provides fractions for use in the inh.b.tion of angiogenics; the use of the 
fractions in the manufacture of a medicament for the inhibition of angiogenesis; the inh.bitoon o F an- 
giogenesis using the fractions; and pharmaceutical compositions comprising the fractions with a phar- 
maceutically acceptable carrier or diluent. i > 

Suitably, the novel fractions of the present invention are isolated from hepanns or , heparan sulfates of 
bovine porcine or other mammalian origin; low molecular weight heparins or heparan sulfates: fragments of 
heparins and of heparan sulfate; oligosaccharides from any of these products; size homogeneous ohgosac- 
charides having 6 to 8 saccharide units; and other fractions containing hepann or heparan sulfate 
constituents, for example byproducts from heparin production. , .■ '■[•''. i ..„,„, ' or .| H 

As described above, the new fractions may contain disaccharide sequences consisting of an uronic acid 
residue and a glucosamine residue. The uronic acid residue is either glucuronic acid or iduronic acid which 
optionally can be substituted by a sulfate group in the 2-position. The most common uron.c acid unit s 
glucoronic acid without any sulfate substituent As described above, the glucosamine unit is preferably 
acetylated on the amino group and can optionally carry a sulfate group in the 6-position. However one of 
the glucosamines of the oligosaccharide can alternatively be substituted by a sulfate group on he amino 
qroup or carry no substituent at all on the amino group. One of the galactose units may opt.onally carry a 
sulfate group and the xylose unit may optionally carry a phosphate group. An O-linked serine .residue may 
optionally be attached to the oligosaccharide via the xylose unit. : 

The new fractions of the invention are prepared by partial or exhaustive depolymenzatoon of hepann 
and/or heparan sulfate containing products by chemical or enzymatic methods. The chemical methods 
employed normally make use of a nitrite reagent, such as a salt of nitrous acid, preferably the sodium salt, 
or an organic nitrite in an aqueous solvent, or of an alkaline reagent such as sodium hydroxide .n aqueous 
solvent or a quaternary ammonium hydroxide in an organic solvent. When using an alkaline reagent the 
heparin/heparan sulfate starting product preferably is esterlfied on the carboxylic groups. Enzymes such as 
heparinase. heparitlnase or ^-glucuronidases such as heparanase may also be used for depolymenzation 
After depolymerization the newly formed end groups may be reduced by sodium borohydr.de or by using 
hydrogen plus a metal catalyst or. in the case when anhydromannose is formed, oxidation can be used to 
form anhydromannaric acid terminal residues. The fractions thus formed are then subjected to on exchange 
chromatography at low pressure or at elevated pressure employing a weak or strong basic anion exchange 
resin and/or fractionation by gel permeation chromatography at low pressure or at elevated pressure in 
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order to obtain fractions that contain low sulfate oligosaccharides having 6 to 8 saccharide units as major 
components. Further fractionation by ion exchange chromatography and/or gei permeation chromatography 
may be carried out in order to obtain fractions which are homogeneous with respect to size and contain 
decreasing amounts of sulfate groups. Examples of anion exchange resins include DE-32 (Whatman) or 

5 Amberlito (Trade Mark) IRA-47, 401, 904, Dowex (Trade Mark) 1x1, 1x2, DEAE-Sepharose (Trade Mark). Q- 
Sepharose (Trade Mark) and Mono Q (Trade Mark) (Pharmacia). Separation according to degree of sulfation 
(charge density) may also be carried out by forming a complex with a quaternary ammonium ion such as 
cetyltrimethylammonium, cetylpyridinium, Hyamin (Trade Mark), benzalkonium, or other quaternary ammo- 
nium ions and then precipitating the most sulfated (highly charged) fractions with an organic solvent such as 

10 ethanoi. methanol or acetone and recovering low sulfate (less highly charged) fractions from the mother 
liquor. An enrichment of low sulfate containing fractions can also be accomplished by extracting the low 
sulfated portion from a heterogeneous mixture by an aqueous alcohol solvent extraction (containing less 
than 45% water) and then recovering the dissolved low sulfate oligosaccharides by evaporation of the 
solvent. 

75 In clinical practice, administration of tho novel fractions of the present invention will be essentially as for 
hoparln and low molocular weight heparin. Thus, topical administration and parenteral administration, 
especially by intravenous, Intramuscular or subcutaneous injections, can be used. Local administration, e.g. 
in the eye or to a tumour, may be used when desired. Advantageously, however, due to their low molecular 
weight and low sulfate content (with associated reduced charge) the fractions may also be administered 

20 orally. ! ! ! 

For local administration the amount administered usually will be 0.1-10 mg/day. For parenteral 
administration 10-1000 mg/day usually will be used and for oral application up to 5, or even 10, g/day may 
be needed. 

The new low sulfate oligosaccharide fractions derived from heparin and/or heparan sulfate are char- 
25 * acterized by the following features: 

(a) they show enhanced inhibition of angiogenesis; 

(b) they need no additional angiostatic steroid for said inhibition to take place; 

(c) they inhibit strongly the growth of capillary endothelial cells; 

(d) they inhibit strongly the growth of capillary endothelial cells also in the presence of acidic 
so Fibroblast Growth Factor (aFGF); and 

(e) they do not have any significant anticoagulant activity (ie. greater than 5 U/mg) as measured by 
an anti-FXa assay. 

Presently preferred embodiments of the invention are disclosed hereinafter with reference to non- 
limiting Examples and accompanying Figures. In the Figures: 
35 Figure 1 shows the inhibition of angiogenesis by a low sulfate oligosaccharide of the invention LSH-1 
(believed to be predominantly hexasaccharide) compared to the heparin it was prepared from. The assay 
procedure was as described in the Biological Tests hereinafter. Results from 20-50 chicken eggs are 
included in each column. HC means hydrocortisone. 

Figure 2 shows the effect of heparin on the mitogenic effect of aFGF on capillary endothelial cells. Cell 
40 proliferation assays were conducted as described in the Biological Tests hereinafter and challenged with 
varying doses of aFGF (2.5-40 3T3 units) in tho presence and absence of heparin (10 ug/ml). Following a 3 
day incubation, the cells were trypsinized and counted electronically. 

Figure 3 shows the effect of heparin-derived oligosaccharides of varying sizes and degrees of sulfation 
on the mitogenic effect of aFGF on capillary endothelial cells. Cell proliferation assays were conducted as 
45 described in the Biological Tests hereinafter. Controls consisted of cells grown in the presence of aFGF (2 
units/ml) alone (empty bar) and aFGF (2 units/mi) plus whole heparin (10 ug/ml) (solid bar). Only the low 
sulfate oligosaccharide of the invention (LSH-1) inhibited the aFGF stimulated cell proliferation. ; 

Figure 4 shows the effect of heparin-derived oligosaccharides of varying sizes and degrees of sulfation 
on the mitogenic effect of aFGF on capillary endothelial cells. Cell proliferation assays were conducted as 
so described in the Biological Tests hereinafter. Controls consisted of cells grown in the presence of aFGF (2 
U/ml) alone and aFGF (human recombinant, 2 ng/ml) plus standard heparin (10 ug/ml). Three of the four 
subfractions from low sulfate oligosaccharide LSH-1 showed enhanced inhibition of cell proliferation, 
whereas the fourth subtraction (HSH-2) which is of higher sulfate content than the 1 starting fraction LSH-1 
f showed less inhibition than LSH-1. 

' 55 Figure 5 shows the effect of heparin-derived oligosaccharides of varying degrees of sulfation on 
capillary endothelial celts. Cell proliferation assays were conducted as described in the Biological Tests 
hereinafter. Controls consisted of cells grown in the presence of water (the vehicle for heparin and the 
saccharides) and heparin alone. All the low sulfated oligosaccharides of the invention LSH-1, LSH-4, LSH-5 
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and LSH-6 were good inhibitors, whereas the oligosaccharide of higher sulfate content (HSH-2) was less 

fSto 6 shows the 'H-NMR spectrum of the low sulfate oligosaccharide of the Invention LSH-1. 
Figure 7 shows the 'H-NMR spectrum of the low sulfate oligosaccharide of the Invention LSH-5. NMR- 
spectra were recorded in D 2 0 on a JEOL GX-400 instrument (400 MHZ H) at 25 C using water at 4.77 

PPm ng S ure fe 8 e s 1 hows the inhibition of angiogenesis of low sulfate oligosaccharide! of the invention LSH-1 0 
(believed to be predominantly hexasaccharide) in the presence (+ HC) and absence <- HC) of hydrocor- 
tisone compared to the heparin (in the presence of hydrocortisone; + HC) it was prepared from. The assay 
procedure was as described in the Biological Tests hereinafter. Results from 20-50 eggs are .ncluded in 

0aCh Fia°ure m 9 shows the dose response effect of low sulfate oligosaccharides !of the Invention LSH-10 
(believed to be a hexasaccharide) and LSH-1 1 (believed to be an octasaccharide) on the mito 9f ,c Q e « e ^ 
aFGF on capillary endothelial cells. Cell proliferation assays were conducted as described in the Biological 
Tests hereinafter. Controls consisted of cells grown in the presence of water (the vehicle ^^" a £*? 
saccharides) (cross-hatched bar), in the presence of aFGF <2 ng/ml) alone (empty bar) and aFGF (2 ng/ml) 
plus whole standard heparin (10 ug/ml) (solid bar). The Increased inhibition of aFGF stimulated cell 
proliferation by increasing doses of LSH-1 0 and LSH-1 1 is clearly seen. . 

Figure 10 shows the results of gel permeation chromatography of depolymerized herapm on a Biogel- 
P6 column (1800 x 50 mm) with 0.25M sodium chloride as an eluent at 3 cm/h. Chromatography was 
monitored by a refractive index detector and fractions were pooled which corresponded to peaks in the 
chromatogram. 5 g of salt containing a mixture of low and medium sulfated oligosaccharides from nitrous 
acid depolymerized heparin was applied to the column in each run. /hA , l(wnd 
Figure 11 shows the 'H-NMR spectrum of low sulfate oligosaccharide of the Invention LS"" 11 ^Uevrf 
to be octasaccharide). This NMR spectrum was recorded in D a O on a JEOL GX-400 instrument (400 MHZ 
•H) at 25* C using water at 4.73 ppm as reference. ' 

Figure 12 shows the results of gel permeation chromatography of depolymerized heparin on a B.ogel P- 
B column (1800 x 50 mm) using sodium chloride as an eluent at 3 cm/h. Chromatography was monitored I by 
a refractive index detector. Depolymerized heparin (8 g) was dissolved in sodium chloride (0.25M) and 

30 added to the column. . . „„ _ 

Figure 13 shows the results of gel permeation chromatography of depolymerized heparan sulfate on a 
Biogel-P6 column (1800 x 50 mm) with 0.25M sodium chloride as an eluent at 3 cnVh. Depo ymenzed 
heparan sulfate 0.5 g was dissolved in sodium chloride (0.25M) and applied to the column. The eluton was 
monitored using a refractive index detector. „ , eu 1 1 =„w 

35 Figure 14 shows the dose response effect of low sulfate oligosaccharides of the invention LSH-1 1 and 
LSH-12 (believed to be a hexasaccharide) on the effect of proliferation of capillary endothelial cells in the 
absence of aFGF. Cell proliferation assays were conducted as described in the Biological Tests hereinafter. 
Controls consisted of cells grown in the presence of water (the vehicle for heparin and the saccharides) 
(empty bar) and whole standard heparin (solid bar) 10 ug/ml. The increased inhibition of cell proliferation by 

40 increasing doses of LSH-1 1 and LSH-12 is clearly seen. i ,.„..:,,. 

Figure 15 shows the dose response effect of low sulfate oligosaccharides of the invention LSH-11 .and 
LSH-12 on the effect of proliferation of capillary endothelial cells in the presence pf aFGF. Cell proliferation 
assays were conducted as described In the Biological Tests hereinafter. Controls consisted of cells grown In 
the presence of water (the vehicle for heparin and the saccharides) (empty bar) and aFGF (4 ng/ml) plus 

45 standard heparin (10 ng/ml) (cross-hatched bar). The increased inhibition of aFGF stimulated cell prolifera- 
tion by increasing doses of LSH-11 and LSH-12 is clearly seen. 
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Example 1 I 

Heparin fragments were obtained by partial deamlnative cleavage of heparin from porcine intestinal 
mucosa using nitrous acid essentially as previously described by Thunberg et al. (FEBS letter 1980. 117. 
203-206) followed by reduction by sodium borohydride according to Horton and Philips (Carbohydr Res 
1973. 30. 367 - 374). The solution of the heparin fragments was subjected to ion exchange chromatography 
on DEAE-Sepharose using sodium chloride as an eluent Three fractions were collected: a low sulfate 
fraction at 0.15 M sodium chloride, sulfur/carbon atomic ratio (by elemental analysis) 0.14; a medium sulfate 
fraction at 0.6 M sodium chloride, sulfur/carbon atomic ratio 0.19; and a high sulfate fraction, sulfur/carbon 
atomic ratio 0.21 at 1.5 M sodium chloride. According to high performance gel permeation chromatography 
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(HPGPC), these fractions contained saccharides ranging in size from tetra- or hexasaccharides to those the 
size of the original heparin (average M r = 13,500). Each of the low sulfate, medium sulfate and high sulfate 
fractions was further separated into size-homogeneous, even-numbered oligosaccharides by gel permeation 
chromatography on Sephadex G-50 Superfine according to the methods of Lane et al. (Biochem. J. 1984, 

5 218 , 735), giving the fractions shown in Table 1. Tetrasaccharides were only obtained from the low sulfate 
fraction. Oligosaccharides believed to be hexasaccharides were obtained from the low, medium and high 
sulfated fractions. As the sulfur to carbon ratio was high in hexasaccharides from both the medium and the 
high sulfate fractions, these hexasaccharide fractions were pooled (results shown in 'high* sulfate column, 
Table I). All fractions were analyzed for C, N and S at Mikro Kemi AB, Uppsala, Sweden. HPGPC was 

io carried out using two gel permeation TSK G3000SW columns connected in series.. The mobile phase was 
0.2 M sodium acetate containing 0.05% v/v acetic acid and 0.02% w/v sodium azide. The flow rate was 0.5 
ml/min. The sample was dissolved in the eluent and Blue dextran and sodium azide were added as 
markers. Detection was performed with an Rl-detector. Chart speed was 2 mm/min. Peaks in the 
chromatogram were assigned by comparison to typically sulfated (ie. about 2 sulfate groups per disac- 

75 charide unit) disaccharides, tetrasaccharides and hexasaccharides, which had been characterized by mass 
spectroscopy. 1 

A fraction believed to be predominantly low sulfate hexasaccharide (LSH-1) contained 8.6% S and a 
fraction believed to be predominantly high sulfate hexasaccharide (HSH-1) contained 11.9% S compared to 
the starting heparin which contained 10.7% S. Further characterization of LSH-1 can be deduced from the 
20 'H NMR spectrum (see Figure 6). Using 25 ug LSH-1 per egg together with 50 ug hydrocortisone LSH-1 
showed 28% inhibition of angiogenesis and HSH-1 showed only 3% inhibition of angiogenesis. For the 
activity of LSH-1 in absence of hydrocortisone see Figure 1 . For the marked inhibition of endothelial cell 
proliferation in the presence of aFGF see Figure 3. 
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TABLE 1 

Properties of oligosaccharides obtained from nitrous 
acid depolymerized heparin 1 by ion exchange 
chromatography and gel permeation chromatography. 



Number of 

monosaccharides Low Medium High 

in oligo- sulfate sulfate sulfate 

saccharide ^ ' 

Sulfur 2 Sulfur Sulfur 

carbon carbon carbon 



4 0.16 

6 0.14 

8 0.13 

10 0.11 

12 ' 0.11 

14 0.11 

16 0.11 
18 3) 



18-20 

20 

224 



0.22 

0.18 0.20 
0.19 0.21 
0.17 0.21 
0.19 0.22 
0.17 0.22 
0.22 

0.17 

0.21 

0.17 0.20 



1) The ratio sulfur/carbon atoms of heparin from 
porcine intestinal mucosa determined for 11 
different heparins was 0.18 ± 0.01. 

2) Ratio of sulfur/carbon atoms determined by elemental 
analysis. 

3) Mixture of polysaccharides consisting of saccharides 
from 18 monosaccharides to about the average size of 
the original heparin sulfur /carbon ratio not 
determined. 

4) Mixture of polysaccharides consisting of mono- 
saccharides from 22 to about the average size of the 
original heparin. 



Example 2 

A heparin fragment was obtained by exhaustive nitrous acid depolymerization and chromatography 
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DEAE-Sepharose. After purification on Sephadex G-10 a fraction consisting largely of oligosaccharides 
believed to be predominantly hexasaccharides was obtained. Accordingly to elemental analysis nitrogen 
was 1.5% and sulfur was 3.2%. The inhibition of angiogenesis for LSH-2 at 25 ug was 50% (in the 
presence of hydrocortisone). The inhibition without hydrocortisone was higher. 

5 

Example 3 

The low sulfate oligosaccharide (LSH-1 from Example 1) was further fractionated by ton exchange 
70 chromatography on the strong anion exchange resin using Mono Q in a 5/5 HR column (Pharmacia) and 
eluted with a sodium chloride gradient. The gradient was formed by two LKB 2150 pumps controlled by a 
LKB 2152 unit. Th© eluent was monitored by an ultraviolet detector (LKB 2151) set at 218 nm. 

LSH-1 <49 mg) was dissolved in water (1 ml). 1 00 ul of this solution was injected to the column through 
a Rheodyne injector. Separation was obtained by isochratic elution at 1.00 ml/min for ten minutes with 
75 60mM sodium chloride, and then a linear increase at 1.00 ml/min for 55 minutes up to 1.2 M sodium 
chloride. Finally the gradient was held at 1.2 M sodium chloride at 1.00 ml/min for 15 minutes. 1 ml 
fractions were collected, and material was pooled as follows: 



20 



fraction #1 


1-10 ml 


fraction #2 


11-26 ml 


fraction #3 


27-40 ml 


fraction #4 


41-75 ml 



25 

These respective fractions were concentrated under vacuum and applied to a P2 column (78 x 26 mm) 
and eluted with water at 11.3 cm/h. The eluent was monitored by refractive index detection, and 15 minute 
fractions were collected. Carbohydrate -containing fractions were pooled and lyophilized to give three low 
sulfate containing oligosaccharide fractions believed to be predominantly hexasaccharides (LSH-4, LSH-5 „ 
30 and LSH-6) and one relatively high sulfate containing fraction (HSH-2). For the marked inhibition of 
endothelial cell proliferation see Figures 4 and 5. 
LSH-4 1.5 mg (from fraction #1) S less than 3% 

LSH-5 4.8 mg (from fraction #2) S less than 3% 'H-NMR spectrum (Figure 7) 
LSH-6 7.1 mg (from fraction #3) S = 6.0% 
35 HSH-2 29.5 mg (from fraction #4) S = 10.5% N = 1.5% 

From Figure 7 the very low content of N-sulfate groups and the absence of sulfated iduronic acid in LSH-5 
can clearly be seen. 



40 Exarnpte 4 

Heparin from porcine intestinal mucosa was depolymerized by alkaline ^-elimination of the heparin 
methylester according to EP-A-0302034. The product was applied to Sephadex G-50 and eluted with 0.2 M 
sodium chloride. One of the fractions collected had a molecular weight of 2000 (by gel filtration) after 

4 5 desalting on Sephadex G-10 and an anti-Xa activity of less than 5 U/mg (A231 = 19). This product (25 mg) 
was applied to a strong ion exchange resin Mono Q 10/10 (Pharmacia). Fractions were eluted by a sodium 
chloride gradient from 0-1.5 M sodium chloride in 0.03 M tris HCI-buffer pH 7.5. The gradient was linear for 
156 min. The flow was 4 ml/min. After desalting on Sephadex G-10 and Sephadex G-15 the oligosac- 
charides were pooled in three fractions. 

so LSH-7 10 mg S = 8.9 
LSH-8 3.8 mg 
HSH-3 9 mg S = 12.6 



55 Example 5 

Heparin from porcine intestinal mucosa was depolymerized as described in Example 1 . Depolymerized 
herapin (8 g) was dissolved in sodium chloride (0.25 M) and subjected to gel permeation chromatography 
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on Bioge! P-6 (1800 x 50 mm) using sodium chloride 0.25 M as an eluent at 3 cm/h. Chromatography was 
monitored by a refractive index detector and fractions were pooled according to the peaks of Figure 12. 
Fractions were desalted on Bio-gel P6DG with water, using a refractive index detector and then lyophilized. 
Fractions 4 to 7 were further examined for the low sulfated oligosaccharides of the invention. 

Fraction 5 (5 g) was applied to a column (450 x 50 mm) containing QAE A-25 ion exchange resin in 
chloride form and eluted with a gradient of 0.01-2.0 M sodium chloride using UV-detector at 214 nm. Low 
sulfate oligosaccharides which eluted with 0.01-0.6 M sodium chloride were pooled and desalted as above. 
200 mg of these saccharides was subjected to high performance ion exchange chromatography on the 
strong anion exchange resin Mono Q (10/10 HR column) and eluted with sodium chloride. First isochratic 
elution at 1.0 ml/min. for 10 min. with 10m M sodium chloride and then a gradient to 2.0 M sodium chloride. 
The eluent was monitored by a UV-detector set at 218 nm. 1 ml fractions were collected and material 
pooled as follows: * 





Fraction 1 


1-10 ml 




Fraction 2 


11-30 ml 




Fraction 3 


31-70 ml 



20 After concentration, desalting as described above and lyophilization LSH-10 (9 mg) was obtained from 
Fraction 1. On sugar analysis the following monosaccharides were found: xylose 3.0%, galactose 12.1%, 
fucose 1.9% and glucosamine 14.8%. No galactosamine, mannosamine or mannose were found. Small 
amounts of anhydromannitol (0.41%) and serine (0.08 mol/mol glucosamine) were also found. According to 
elemental analysis P was 1.0% and S was 0.5%. NMR-spectra showed presence of N-acetyl-glucosamine 

25 and glucuronic acid and absence of non-sulfated and sulfated iduronic acid. A FAB mass spectrum run in a 
negative mode showed the highest peaks at M/Z 1194 and 1176. The inhibition of capillary endothelial cell 
proliferation is seen in Figure 9 and the inhibition of angiogenesis is seen in Figure 8. 



3Q Example 6 

Heparin was depolymerized by nitrous acid as described in Example 1. The depolymerized heparin (40 
g) was dissolved in water (150 ml) and subjected to ion exchange chromatography on a QAE Sephadex (A- 
25 (750 x 50 mm) column. Elution was performed with water to obtain a fraction containing low and medium 

35 sulfated oligosaccharides ranging from tetrasaccharides to about elcosasaccharides. (Fraction No. 1) and 
with 2M sodium chloride to obtain high sulfated oligosaccharides of similar sizes (Fraction 2). The eluent 
was monitored by a UV-detector at 214 nm. The water fraction (Fraction 1) was concentrated and 5 g of the 
solid residue was dissolved in water and applied to gel permeation chromatography on a Bioge! P-6 (1800 x 
50 mm) with 0.25 M sodium chloride as an eluent at 3 cm/h. Chromatography was monitored by a refractive 

40 index detector and fractions were pooled which corresponded to peaks in the chromatogram (see Figure 
10). The respective fractions were concentrated and desalted by chromatography on Biogel P-6DG gel (220 
x 50 mm column) with water at 3 cm/h as an eluent Detection of carbohydrate containing material was 
performed by a refractive index detector. Fractions 3 to 7 (see Figure 10) were further examined for the low 
sulfated oligosaccharides of the invention. 

^5 Fraction 5 (200 mg) was applied to a QAE 25 column (750 x*50 mm) which was eluted with a sodium 
chloride gradient (0.01-2.0 M). Three fractions (5A-C) corresponding to the three peaks of the chromatog- 
ram were collected and desalted. The first fraction (5A) was subjected to preparative high performance ion 
exchange chromatography on the strong anion exchange resin Mono Q In a 16/10 HR column and eluted 
with a sodium chloride gradient. Isochratic elution at 4.0 ml/mln. for 23 min. using 10mM sodium chloride, 

eo then a gradient to 2.0 M sodium chloride. The eluent was monitored by an ultra-violet detector at 218 nm. 
The major peak LSH-11 which eluted at about 25 min. was concentrated and desalted as above to give 7 
mg LSH-11. LSH-11 was subject to sugar analysis by hydrolysis, derivatization and <3LC-MS, showing 
glucosamine 14.4%, xylose 3.2% and galactose 11.8%. No fucose, mannose, mannosamine, galactosamine 
or anhydromannitol was found. According to elemental analysis P was 0.2% and S was 0-2%. NMR spectra 

55 indicate the presence of N-acetyl-glucosamine and glucuronic acid and absence of iduronic acid as well as 
2-0-sulfated iduronic acid (see Figure 11). A FAB mass spectrum run in a negative mode showed the 
highest peaks at M/Z 1553 and a base peak at M/Z 1429. Peaks at M/Z 1451, 1473, 1487, 1509 and 1531 
were seen also, indicating an oligosaccharide. The strong inhibitory activity of LSH-11 on capillary 
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endothelial cell proliferation in the presence of acidic FGF is seen in Figure 9. The inhibition of capillary 
endothelial cell proliferation in absence of aFGF was also very high as seen in Figure 14. 

Fraction No. 3 (90 mg) was subjected to preparative high performance ion exchange chromatography 
on Mono Q (16/10 HR) and eluted with a sodium chloride gradient. Separation was obtained by isochratic 

5 elution at 3.0 ml/min. for 30 min. using 10 mM sodium chloride and then a gradient to 2.0 M sodium 
chloride. The eluent was monitored by a UV-detector at 218 nm. A peak which eluted at around 17 min. was 
concentrated and desalted as above giving 15 mg of LSH-12. According to elemental analysis P was 0.4% 
and S was 0.2%. Sugar analysis after hydrolysis, derivattzation and GLC-MS showed glucosamine 
hydrochloride 10.5%. galactose 11.1% and xylose 2.0%. No fucose. mannosamine, galactosamine or 

io anhydromannitol was found. NMR spectra indicate the presence of N-acetyl-glucosamine and glucuronic 
acid and the absence of iduronic acid as well as 2-0-sulfated iduronlc acid. A FAB mass spectrum run in a 
negative mode showed the highest peaks at M/2 1190 and 1176 and a base peak at M/Z 1074, Indicating a 
hexasaccharide. The inhibition of endothelial cell proliferation was very strong both in the presence' and 
absence of aFGF. For inhibition in the absence of aFGF, see Figure 14 and for inhibition in the presence of 

rs aFGF, see Figure 15. 



Example 7 

20 Heparan sulfate was prepared from a side fraction of the manufacturing of bovine lung heparin using ion 
exchange chromatography on Dowex 1-X2. Heparan sulfate was eluted with 1.5M sodium chloride. This 
heparan sulfate had elemental analysis C 25.3%, H 3.7%, N 2.2% and S 6.4%. the S0 3 2 ~/C0 2 - ratio was 
1.5 by conductimetric titrations. The optical rotation was [ a JD 23 = 83.8* (c = 2 water). The anti-FXa was 6 
IU/mg.. No galactosamine was found by amino sugar analysis. This heparan sulfate was depolymerized as 

25 described for heparin in Example 1. The depolymerized heparan sulfate (0.5 g) was dissolved in sodium 
chloride (0.25M) and applied to Biogel P-6 (1800 x 50 mm). The column was eluted with 0.25 M sodium 
chloride. Fractions corresponding to the peaks of the chromatogram in Figure 13 were collected and 
desalted on Biogel P-6DG and lyophilized. Fractions 2, 3 and 4 of the chromatogram in Figure 13 were 
analysed by high performance ion exchange chromatography on Mono Q (5/5) and eluted by a sodium 

30 chloride gradient as described in Example 6. The chromatograms of these fractions showed peaks having 
the same elution positions as those of the low sulfate oligosaccharides of the invention which were isolated 
from the corresponding fractions derived from heparin. 

35 Biological Tests' ' 1 

The angiogenic response of the chorioallantoic membrane (CAM) to the novel low sulfate oligosac- 
charide containing fractions were investigated on fertilized chicken eggs. Non-incubated (0-day) fertilized 
eggs obtained from LinkSpings Kontrollhdnseri, LinkSping, Sweden were stored in a low temperature 

40 incubator 13-17* C until ready for incubation at 37* C in an Egg Incubator (Andersson & Bonde TYP 40). 
Incubated eggs (37* C) were cracked on the 3rd day of incubation (3-day) and the entire contents were 
poured into a Petri dish. Only eggs with unbroken yolk were used for further incubation in a CO2 tissue 
culture incubator with 3% C0 2 at 37* C wjth elevated relative humidity. After 3 days incubation (6-day) in 
C0 2 atmosphere the eggs are implanted with a methyl cellulose dish prepared as described below. Methyl 

45 cellulose was added to triple distilled water at a concentration of 0.5%, then autoclaved 30 minutes at 138 
kPa and 120* C for sterility. This mixture contains a ball of gelled methyl cellulose. Subsequent slow 
agitation for 2-3 days at 5* C ensures complete dissolution. The solution was then kept in a refrigerator until 
ready for use. The test material was suspended in the methyl cellulose at room temperature to a final 
concentration of 1 to 50 mg/10 ul. Aliquots of 10 ul methyl cellulose containing the test sample were 

so deposited onto the end of a Teflon (Trade Mark) rod (3 mm diam.). When the methyl cellulose test material 
disc is dry (30-40 min) it is lifted off the Teflon with 3 fine forceps and placed on the peripheral part of a 6- 
day CAM in order to avoid non-growing vessels. On day 8 the growing vessels under and around the 
transparent disc are examined under a dissecting microscope (x26 to x 40 magnification). The inhibition of 
vessel growth is scored either as no inhibition of vessel growth or as inhibiting vessel growth. Each 

65 compound was tested on a minimum of 15 eggs and the scoring was performed by two technicians who 
were uninformed concerning the nature and concentration of the test substance. The results are expressed 
as percent eggs showing inhibition. 
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Tissue culture. 



c i||ary End othelial Cells (EC) were isolated and cultured from bovine adrenal cortices by the method 
of Folkman et al. (Proc. Natl. Acad. Sci. 1979. 76. 5217-5221). The cells were cultured in Dulbeccos 
modified Eagle's medium (DMEM) supplemented with 10% calf serum and 5 ul/ml of a crude retinal extract 
(Gitlin J D and D'Amore, Microvas. Res. 1983, 26, 74-80) in gelatin-coated tissue culture plates. The 
endothelial nature of the cells was assessed by staining with antisera to von Willebrand's factor and by the 
ability of the cells to take up fluoresceinated, acetylated. low density lipoprotein. t 



w 



Proliferation Assays. 

*. 

The ability of various heparin-derived oligosaccharides to influence EC growth in the presence or 
absence of purified aFGF was assessed using a capillary endothelial cell proliferation assay. The capillary 
endothelial cells were plated at 10.000 cells/well into gelatin-coated multi-well (2.1 cm 2 /well) dishes in 
DMEM with 5% calf serum and allowed to attach overnight. The following day the media were aspirated and 
replaced with fresh DMEM with 5% calf serum. For the assay of potentiation a sub-saturating dose of aFGF 
(1-5 3T3 units/ml), the equivalent of 0.2-1 ng/ml of aFGF, was added along with the heparin fragment to be 
tested at 10 ug/ml: for the assay of inhibition the heparin-derived oligosaccharides were added alone. aFGF 
was purified from bovine brain by the method of Lobb R R and Felt J W (Biochemistry 1984. 23. 6925- 
6929) Intact heparin and aFGF were added to separate cultures as controls. The cells were allowed to grow 
in the presence of the additions for three days, then trypsinized and counted using a Coulter Counter. 

The assay was also performed in presence of larger amounts (2. ng/ml and 6 ng/ml) of a human aFGF 
prepared by recombinant-DNA technique. The larger amount (6 ng/ml) being a saturating dose of aFGF. 

Claims 

1 A fraction derived from heparin or heparan sulfate, said fraction comprising low molecular weight 
oligosaccharides having a molecular weight between 1.000 and 2.000. characterized in that the majority of 
the low molecular weight oligosaccharides are low sulfate oligosaccharides having a sulfur content of less 
than 9 weight percent, whereby said fraction inhibits capillary endothelial cell proliferation or ang.ogenesis 
and has no significant anticoagulation activity. 

2 A fraction as claimed in Claim 1. consisting essentially of said low sulfate oligosacchandes. 

3. A fraction as claimed in Claim 1 or Claim 2. wherein said low . sulfate oligosacchandes have a 
molecular weight between 1000 and 1800. i , t 

4. A fraction as claimed in Claim 3, wherein said low sulfate oligosaccharides have a molecular weight 
between 1000 and 1600. . : 

5. A fraction as claimed in any one of the preceding claims, wherein said low sulfate oligosacchandes 

ao have a sulfur content of less than 7 weight percent. i . I i , ' . '. . 

6. A fraction as claimed In Claim 5, wherein said low sulfate oligosaccharide? have a sulfur content of 

less than 4 weight percent. . , ',.>,. u -U 

7. A fraction as claimed in any one of the preceding claims, wherein said low sulfate oligosaccharides 

contain 6 to 8 saccharide units. : ' . . 

46 8. A fraction as claimed in any one of the preceding claims, wherein said low sulfate oligosaccharides 
comprise an uronic acid residue and a glucosamine residue. j 

9. A fraction as claimed in Claim 3. wherein said low sulfate oligosaccharides further comprise a 

galactose residue. ' . . i 

10. A fraction as claimed in Claim 9, wherein said tow sulfate oligosacchandes further compnse a 

so xylose residue. . .... 

11. A fraction as claimed in any one of the preceding claims which inhibits ang.ogenesis in chorioallan- 
toic membranes when administered in an amount of between 1 ug and 50 ug. 

12 A fraction as claimed in any one of the preceding claims for use in the inhibition of angiogenesis. 

13. The use of a fraction as claimed in any one of Claims 1 to 11 in the manufacture of a medicament 
55 for the inhibition of angiogenesis. , . 

14. A pharmaceutical composition comprising a fraction as claimed in any one of Claims 1 to n ana a 
pharmaceutically acceptable carrier or diluent 

15. An essentially pure low molecular weight oligosaccharide having a molecular weight between 1,000 



T5 



20 



25 



30 



35 



11 



EP 0 394 971 A1 



and 2,000 obtainable from heparin or heparan sulfate, characterized in that said oligosaccharide has a sulfur 
content of less than 9 weight percent, inhibits capillar/ endothelial cell proliferation or angiogenesis and has 
no significant anticoagulation activity. 

16. An oligosaccharide as claimed in Claim 15 having a molecular weight, sulfur content and/or 
5 structure as defined in any one of Claims 3 to 10. 

17. An oligosaccharide as claimed in Claim 15 or Claim 16 for use in the inhibition of angiogenesis. 

18. Tho use of an oligosaccharide as claimed in Claim 15 or Claim 16 In the manufacture of a 
modicamont for tho inhibition of angiogonosls. 

19. A pharmaceutical composition comprising an oligosaccharide as claimed in Claim 15 or Claim 16 
10 and a pharmaceutical^ acceptable carrier or diluent. 

Claims for the following Contracting States: GR, ES 

I. A method for the preparation of a fraction comprising low molecular weight oligosaccharides having a 
75 molecular weight between 1,000 and 2,000, which comprises fractionating depolymerized heparin or 

heparan sulfate by size and charge to isolate a fraction in which the majority of the low molecular weight 
oligosaccharides are low sulfate oligosaccharides having a sulfur content of less than 9 weight percent, 
whereby said fraction inhibits capillary endothelial cell proliferation or angiogenesis and has no significant 
anticoagulation activity. 

20 2. A method as claimed in Claim 1, wherein the fractionation is conducted to provide a fraction 
consisting essentially of said low sulfate oligosaccharides. 

3. A method as claimed in Claim 1 or Claim 2, wherein the fractionation is conducted to provide a 
faction in which said low sulfate oligosaccharides have a molecular weight between 1000 and 1800. 

4. A method as claimed in Claim 3, wherein the fractionation is conducted to provide a fraction in which 
25 said low sulfate oligosaccharides have a molecular weight between 1 000 and 1 600. 

5. A method as claimed in any one of the preceding claims, wherein the fractionation is conducted to 
provide a fraction in which said low sulfate oligosaccharides have a sulfur content of less than 7 weight 
percent. 

7. A method as claimed in any one of the preceding claims, wherein the fractionation is conducted to 
30 provide a fraction in which said low sulfate oligosaccharides contain 6 to 8 saccharide units. 

8. A method as claimed in any one of the preceding claims, wherein the fractionation Is conducted to 
provide a fraction in which said low sulfate oligosaccharides comprise an uronlc acid residue and a 
glucosamine residue. 

9. A method as claimed in Claim 8, wherein the fractionation is conducted to provide a fraction in which 
35 said low sulfate oligosaccharides further comprise a galactose residue. 

10. A method as claimed in Claim 9, wherein the fractionation is conducted to provide a fraction in 
which said low sulfate oligosaccharides further comprise a xylose residue. 

II. A method as claimed in any one of the preceding claims, wherein the fractionation is conducted to 
provide a fraction which inhibits angiogenesis in chorioallantoic membranes when administered in an 

40 amount of between 1 jxg and 50 ixg. 

12. A method for the preparation of an essentially pure low molecular weight oligosaccharide having a 
molecular weight between 1,000 and 2,000 obtainable from heparin or heparan sulfate, which comprises 
fractionating depolymerized heparin or heparan sulfate by size and charge to isolate a fraction in which said 
oligosaccharide has a sulfur content of less than 9 weight percent, inhibits capillary endothelial cell 

45 proliferation or angiogenesis and has ho significant anticoagulation activity. j 

13. A method as claimed In Claim 12, wherein the fractionation is conducted to provide a fraction In 
having a molecular weight, sulfur content and/or structure as defined in any one of Claims 3 to 10. 
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